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I. PROTEIN. KIHASEC (PKC1_ ASSAY _IN_INT ACT.CELLS 

A. Objective : To examine the response of quiescent 3T3 cells to 12- 
£-tetradecanoylphorbol-l3-acetate (TPA), 2R1 CSC and X6D5RN CSC in 
the PKC intact cell assay. 

B. Results : The data from an experiment using 19.5 hr treatments of 
TPA at 1 and 10 ng/ml and CSC at 20 and 100 mg/ml were processed 
and analyzed. TPA had no effect at 1 ng/ml while 5- to 6-fold 
increases in protein phosphorylation were observed at the 10 ng/ml 
concentration. At 20 ug/ml 2R1 CSC did not effect phosphoryla¬ 
tion, however X6D5RN CSC caused a 1.5- to 2.0-fold increase. The 
100 ug/ml concentration of 2R1 CSC elicited a 1.5-fold increase in 
protein phosphorylation and X6D5RN produced a 3.5-fold increase. 

In each case where increased phosphorylation was detected no one 
protein was phosphorylated to a greater extent than another. 

C. Conclusions : The rank order of activity in the protein phos¬ 
phorylation assay does not correlate with other bioassay data. 

D. Plans : This assay will be discontinued and a completion report 
will be written. 

E. Refere nce: 

Nixon, G. M. Notebook No. 8711, p. 123. 


ii. a gQOTs mQN ... q hsha jgma. 

A. Objective : To acquire and maintain a variety of cell lines for 
use in biochemical assays. 

B. Results : The cultures of 3PC, MT1/2 and V79 cells are growing 
well. A large batch of MT1/2 cells were preserved in liquid 
nitrogen. High laboratory temperatures resulted in the loss of 
the cell cultures of the 3T3 cells and the three clones of JB-6 
cells. New cultures of these cells have been started from frozen 
stocks. 

C. Plans : Monitor and characterize the new cultures of 3T3 and JB-6 
cells• 

D. References : 

Burruss, T. J. Notebook No* 8804, p. 127. 

Stagg, D. L* Notebook No. 8553, p. 168. 

Vaughan, B. G. Notebook No. 8828, p. 196. 
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III. EGF BINDING ASSAY 

A. Objective : To examine the role of phospholipid metabolism in the 
inhibition of EGF binding caused by CSC. 

B. Results : One experiment was completed which examined the effects 
of phospholipase C, a treatment which should liberate diacylgly- 
cerol, on EGF binding at 30 minutes and 19.5 hr. Phospholipase C 
had no significant effects on EGF binding, whereas the positive 
controls reduced binding. An experiment was also conducted to 
examine the effects of indomethacin on CSC's capacity to inhibit 
EGF binding. Indomethacin, an inhibitor of eyelo-oxygenase 
activity, did not counteract the effect of 2R1 CSC. However, 
considerable variation in the cell count data was noted in this 
experiment. 

C. Plans : Repeat these experiments after the new culture of 3T3 
cells has been established. 

D. Reference: 

Stagg, D. L. Notebook No. 8553, p. 168. 


zv. FDW BTOP Bffi. AS S& S 

A. Objective : To determine the effects of TP A and 2R1 CSC on the 
binding of 3 H-PDBu to 3T3 cells. 

B. Results : A third experiment was correlated which examined the 
effects of a 2 hr pretreatment with TPA or 2R1 CSC at 4°C. The 
results of this experiment were similar to the previous ones. TPA 
inhibited binding while CSC had only minimal effects. This 
binding protocol does reduce the effect of 2R1 CSC on nonspecific 
binding which had been observed in typical time of binding treat¬ 
ment experiments. In another experiment the 2R1 CSC was given for 
19.5 hr at 37°C prior to the measurement of *H-PDBu binding, a 
typical pretreatment experiment. As in previous experiments the 
effects of 2R1 CSC were minor under these conditions. 

C. Conclusions : 2R1 CSC does not significantly affect the binding of 

3 H-PDBu to 3T3 cells. 

D. Plans : Compare the effects of 2R1 CSC and X6D5RN CSC on *H-PDBu 
binding after both 4°C and 37°C incubations once the new culture 
of 3T3 cells has been established. 

E. Rmference : 

Burruss, T. J. Notebook No. 8804, p. 127. 
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V. GLUTATHIONE DEPLETION ASSAY 

A. Objective : To evaluate the role of arachidonic acid metabolism in 
the reduction of glutathione by 2R1 CSC in V79 cells. 

B. Results : Incubation of the cells with dibromoacetophenone (25 - 
200 ug/ml), an alkylating agent which inhibits phospholipase A 2 
activity, augmented the effects of 2R1 CSC (0.17 - 1.0 mg/ml). 
Treatment with indomethacin (1 - 100 uM), an inhibitor of cyclo¬ 
oxygenase activity, enhanced the effects of 2R1 CSC but only at 
the lowest dose of indomethacin. 

C. Plana : Reexamine the effects of indomethacin and test the effects 
of nordihydroguairaretic acid, a lipoxygenase inhibitor, on the 
response to 2R1 CSC. 

D. Reference : 

McCoy, W. R. Notebook No. 8739, p. 99. 
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